. The Interaction between p53 and MDM2 (A) Full-length MDM2 binds to the BOX-I domain of p53. The interaction of fulllength MDM2 (25, 50, 100 ng) with p53-BOX-I (0 -1 µM) was measured using an AlphaScreen IgG system with anti-MDM2 (2A10) or anti-GST antibody, respectively. The results are expressed as AlphaScreen units and are representative of two independent experiments. (B) A p53 ribbon diagram. Location of the MDM2-inhibitory peptides; peptides 27 and 28 are in green, peptide 12 is shown in pink and the S9-10 linker region is shown in burgundy. (C) BOX-I and 12.1 do not inhibit MDM2 E3-ligase activity. p53 protein (0.5 µg) was incubated with ubiquitin (2 µg) in the presence or absence of E1 (100 nM), E2 (1 µM) ligases and MDM2 (0.6 µg) that was pre-incubation with a titration of BOX-I or 12.1. The assay was analysed by 4-12% NuPAGE gel/immunoblot and p53 was detected using DO-1. The data is representative of 2 independent experiments. was captured on a micro-titer plate (2.5 µg/well) and incubated with purified full-length MDM2 (10 µg/well) in the presence of DMSO or Rb S9-10/BOX-V homology motif peptide (50 µM). Bound MDM2 was detected using 2A10 and chemiluminescence; the results are expressed as luminescence (RLU) and are expressed as mean +/-SD. Figure S5 . The Acid Domain of MDM2 Is Required for p53 Ubiquitination In Vitro p53 (0.5 µg) was incubated with E1 (100 nM), E2 (1 µM), ubiquitin (2 µg) and either wt or ∆AD-MDM2 (0.25, 0.5, 1 µg). Samples were analysed by 4-12 % NuPAGE/immunoblot developed using DO-1. 
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